Quantitative Real-Time PCR (qPCR) . RNA was extracted using TRIzol® (Life Technologies) according to the manufacturer's instructions, with the modification that all centrifugation steps were carried out at 16,000 xg and the centrifugation at the precipitation step was increased to 30 min. Phase lock tubes (5 PRIME) were used for the phase separation. RNA was resuspended in 20 µl nuclease-free water (Life Technologies). Alternatively, total RNA from human (21 week fetus) colonic epithelial cells and human (19 week fetus) small intestinal epithelial cells was purchased from ScienCell and DV Biologics, respectively. DNA was removed by DNase I treatment using the RapidOut DNA Removal Kit (Thermo Scientific) according to the manufacturer's instructions. RNA integrity was assessed by visualization of the 18S and 28S bands by agarose gel electrophoresis and SYBR® Safe DNA gel stain (Life Technologies). The purified RNA was quantified by using a Nanodrop 2000 spectrophotometer (Thermo Scientific). One µg of RNA was reverse transcribed to cDNA using Maxima First Strand cDNA Synthesis Kit for RT-qPCR (Thermo Scientific) according to the manufacturer's instructions. A no reverse transcriptase (NRT) control was performed for each RNA sample to verify the absence of DNA contamination. The cDNA was diluted 1:20 and an aliquot of 2 µl was used for each qPCR reaction. Amplifications were performed in duplicate by using Luminaris
Color HiGreen qPCR Master Mix (Thermo Scientific) and fluorescence was read by a C1000
Touch Thermal Cycler, CFX96 Real-Time System (Bio Rad). A 20 µl reaction volume was used and the cycling protocol was 2 min of UDG pre-treatment at 50°C, 10 min of initial denaturation, followed by 40 cycles of 15 s of denaturation at 95°C, 30 s of annealing at 60°C or 62 °C and 30 s of extension at 72 °C. Optimal PCR conditions and primer efficiencies (Table S1) were determined for each primer pair using a standard curve generated from a series of tenfold dilutions of a cDNA clone of the gene of interest (purchased from OriGene or Thermo Scientific).
Specificity of the desired PCR product was determined by melting curve analysis. The following primer sequences were selected from PrimerBank database (http://pga.mgh.harvard.edu/primerbank/): CASP1 (PrimerBank ID380254454c1), CASP4
(PrimerBank ID: 73622124c1) and CASP5 (PrimerBank ID: 209870072c1) (Wang and Seed, 2003) . Ribosomal phosphoprotein P0 (RPLP0) was chosen as a reference gene based upon previous studies in intestinal epithelial cells, and the primer sequences were as described (Dydensborg et al., 2006) . IL-18 primers were designed using Primer-BLAST.
Details on oligonucleotide primers used for the qPCR reactions. (Westphal, 1965) . Freeze-dried bacteria were resuspended in endotoxin-free water at a concentration of 10 mg/ml. 12.5 ml of 90% phenol (Fisher Scientific) was added and the resultant mixture was vortexed and incubated in a hybridization oven at 65°C. The mixture was cooled on ice and centrifuged at 12, 096 x g at room temperature for 30 minutes. The aqueous phase was collected and an equal volume of endotoxin-free water was added to the organic phase. The sample was treated as above and aqueous phases were combined and dialyzed against Milli-Q purified water to remove residual phenol and then freeze-dried. The resultant pellet was resuspended at a concentration of 10 mg/ml in endotoxin-free water and treated with DNase at 100 µg/ml and RNase A at 25 µg/ml and incubated at 37°C for 1 hour in a water bath.
Proteinase K was added to a final concentration of 100 µg/ml and incubated for 1 hour in a 37°C
water bath (all enzymes sourced from Qiagen) (Fischer et al., 1983) . The solution was then extracted with an equal volume of water-saturated phenol. The aqueous phase was collected and dialyzed against Milli-Q purified water and freeze-dried as above. The LPS was further purified by the addition of chloroform/methanol 2:1 [v:v] to remove membrane phospholipids (FOLCH et al., 1957) and further purified by an additional water-saturated phenol extraction and 75% ethanol precipitation to remove contaminating lipoproteins (Hirschfeld et al., 2000) . For structural analysis, 1 mg of purified LPS was converted to lipid A by mild-acid hydrolysis with 1% sodium dodecyl sulfate (SDS) (all other chemicals from Sigma, St Louis, MO) at pH 4.5 as described previously (Caroff et al., 1988) . 
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Fluorescence microscopy (in vitro). Monolayers infected with S. Typhimurium pFPV-mCherry
were fixed, permeabilized and immunostained for the tight junction protein, ZO-1 (rabbit anti-ZO-1 (mid) polyclonal antibody, Life Technologies; Alexa Fluor 488 goat anti-rabbit IgG, Life Technologies). DNA was stained with Hoechst 33342 (1 µg/ml; Life Technologies), then cell culture inserts were excised and mounted on a glass slide in Prolong Gold Antifade (Life Technologies). Samples were viewed on a Leica DM4000 upright fluorescent microscope. For quantification of extrusion, an extruding cell was scored as positive if its nucleus was above the plane of the monolayer and/or had a ZO-1 rosette at its base (Corfe et al., 2000; Knodler et al., 2010; Rosenblatt et al., 2001) .
Fluorescence microscopy (in vivo)
. Immunofluorescence staining of uninfected and infected tissues was performed using previously described procedures (Knodler et al., 2010; Månsson et al., 2012) . In brief, cecal tissues were fixed in 4% paraformaldehyde for 2 h, rinsed in 0.1% sodium azide/PBS and incubated overnight in 20% sucrose/PBS. Tissues were then embedded in Cryomatrix (Thermo Scientific), frozen with isopentane (Sigma-Aldrich) in a dry ice bath, and stored at −20°C. Serial sections were cut (6 µm) and washed with PBS azide. Gallbladders were fixed in 10% neutral buffered formalin (Fisher) for 16 h, rinsed in 70% ethanol and paraffin embedded, (sectioning was completed by the histology laboratory at the Child and Family
Research Institute). Serial sections were cut (5 µm) and deparaffinized by heating at 60°C, xylene treatment and rehydration through an ethanol gradient to water. Sections were treated with PBS containing 0.1% Triton X-100, followed by blocking buffer (PBS containing 0.05%
Tween 20 and 1% bovine serum albumin (BSA) for GFP detection, or 1% normal donkey serum for cytokeratin immunostaining). Endogenous biotin was blocked as described by the manufacturer (Life Technologies). For GFP detection, biotinylated anti-GFP antibodies (1:300, Genetex) were used followed by Alexa Fluor 488-conjugated streptavidin (1:1000, Life 
Immunoblotting (in vitro)
. For analysis of whole cell lysates, adherent cells were washed once in PBS prior to lysis in boiling 1.5x SDS-PAGE sample buffer. For detection of IL-18 released into the culture supernatant, infected cells were incubated in serum-free media containing 10 µg/ml gentamicin from 90 min p.i. Supernatants were collected at 10 h p.i. and proteins precipitated overnight at 4°C with 10% (v/v) trichloroacetic acid. Samples were centrifuged at 16,000 xg for 20 min at 4°C. Pellets were washed in cold acetone and resuspended in boiling 1.5x SDS-PAGE sample buffer. Proteins were separated by SDS-PAGE, transferred to nitrocellulose (BioRad) and immunoblotting was as described previously (Knodler et al., 2009 ) with the following antibodies: rabbit polyclonal anti-caspase-1 (A-19) (1:2,000; Santa Cruz Biotechnology), mouse monoclonal anti-caspase-4 (4B9) (1:2,000; Santa Cruz Biotechnology), rabbit polyclonal anti-human IL-18 (1:10,000; MBL), rabbit polyclonal anti-human IL-1β (1:2,000;
Abcam), mouse monoclonal anti-β-actin (8H10D10) (1:20,000; Cell Signaling Technology).
Immunoblotting (tissues).
For analysis of cecal tissue lysates, tissue was collected, washed twice in PBS then divided into three. One third was frozen at -80 C and the other two were incubated in Cell Recovery Solution (BD) for 2 h at 4°C. After incubation, crypts were dislodged by tissue agitation and separated from the lamina propria fraction by aspiration. Both fractions were centrifuged at 350 xg for 5 min, supernatant was discarded and samples were stored at -
